Abstract.-The conceptualization and coding of characters is a difficult issue in phylogenetic systematics, no matter which inference method is used when reconstructing phylogenetic trees or if the characters are just mapped onto a specific tree. Complex characters are groups of features that can be divided into simpler hierarchical characters (reductive coding), although the implied hierarchical relational information may change depending on the type of coding (composite vs. reductive). Up to now, there is no common agreement to either code characters as complex or simple. Phylogeneticists have discussed which coding method is best but have not incorporated the heuristic process of reciprocal illumination to evaluate the coding. Composite coding allows to test whether 1) several characters were linked resulting in a structure described as a complex character or trait or 2) independently evolving characters resulted in the configuration incorrectly interpreted as a complex character. We propose that complex characters or character states should be decomposed iteratively into simpler characters when the original homology hypothesis is not corroborated by a phylogenetic analysis, and the character or character state is retrieved as homoplastic. We tested this approach using the case of fruit types within subfamily Cinchonoideae (Rubiaceae). The iterative reductive coding of characters associated with drupes allowed us to unthread fruit evolution within Cinchonoideae. Our results show that drupes and berries are not homologous. As a consequence, a more precise ontology for the Cinchonoideae drupes is required. [Character evolution; complex characters; drupes; fruit evolution; homoplasy; Rubiaceae; simple characters.] Homology is perceived as the presence of the same (character state or character) trait in different taxa due to inheritance during phylogenesis (Hall 2007) , that is, similarity due to common ancestry in the sense of Hennig (1966). Evidently, there are two steps of homology recognition: 1) the original proposition of homology per se (homology hypothesis based on certain criteria, such as Remane 1952 or Patterson 1988), which is stated by character coding and 2) the test (corroboration or rejection) of that hypothesis by phylogenetic inference. These were named by De Pinna (1991) as primary homology and secondary homology, respectively. Nixon and Carpenter (2012) argued that the terminology suggested by De Pinna is unfortunate, and we agree that a character shared by two or more taxa is either due to homology or not (the character is either homologous or not). Hence, we favor to use the terms homology hypothesis (as stated in the original character matrix) and corroborated homology hypothesis (as depicted after a phylogenetic analysis) for the respective cases following Fitzhugh (2016). When a homology hypothesis is corroborated by a phylogenetic test, the result is a corroborated homology hypothesis, which depends on the used set of characters and the used phylogenetic method. Consequently, it is also a homology hypothesis. For simplicity, we will hereafter use the terminology suggested by Nixon and Carpenter (2012) referring to homology hypotheses as stated in the matrix and merely homology as retrieved from the tree.
Homology is perceived as the presence of the same (character state or character) trait in different taxa due to inheritance during phylogenesis (Hall 2007) , that is, similarity due to common ancestry in the sense of Hennig (1966) . Evidently, there are two steps of homology recognition: 1) the original proposition of homology per se (homology hypothesis based on certain criteria, such as Remane 1952 or Patterson 1988 , which is stated by character coding and 2) the test (corroboration or rejection) of that hypothesis by phylogenetic inference. These were named by De Pinna (1991) as primary homology and secondary homology, respectively. Nixon and Carpenter (2012) argued that the terminology suggested by De Pinna is unfortunate, and we agree that a character shared by two or more taxa is either due to homology or not (the character is either homologous or not). Hence, we favor to use the terms homology hypothesis (as stated in the original character matrix) and corroborated homology hypothesis (as depicted after a phylogenetic analysis) for the respective cases following Fitzhugh (2016) . When a homology hypothesis is corroborated by a phylogenetic test, the result is a corroborated homology hypothesis, which depends on the used set of characters and the used phylogenetic method. Consequently, it is also a homology hypothesis. For simplicity, we will hereafter use the terminology suggested by Nixon and Carpenter (2012) referring to homology hypotheses as stated in the matrix and merely homology as retrieved from the tree.
The original proposition of homology hypotheses needs a comparative approach to identify variation that can be coded in a matrix as character states. The postulation of homology hypotheses is the basis of any phylogenetic or evolutionary interpretation at the organismic or character level. Despite its importance, the assessment of homology hypotheses will be subjective and depends on the ability of the researcher to dismantle the organism or its structures into meaningful evolutionary units (Pleijel 1995; Wilkinson 1995; Strong and Lipscomb 1999) .
In the case that a homology hypothesis is refuted (i.e., similarity is not due to common ancestry), the similarity is interpreted as homoplasy (Hennig 1966) . Homoplasy could have two feasible explanations: 1) the similarity is a product of directional natural selection resulting in fully convergent morphologies or processes (Wake et al. 2011) , so it is a "true" homoplasy or 2) the similarity is due to an incorrect homology assessment (Wake 1991; Wake et al. 2011; Nixon and Carpenter 2012) , including several possibilities, such as character coding, reconstruction methods, optimization methods, and so on. In this article, we will focus on cases of homoplasy related to incorrect homology hypothesis at the level of VOL. 67 initial character and character state conceptualization, particularly due to complex characters.
CODING CRITERIA AND CHARACTER COMPLEXITY
The process of character coding to reflect homology hypotheses should be of major concern in phylogenetics (Pleijel 1995; Brazeau 2011) . In the process of postulating homology hypotheses, the finding of similarity due to common ancestry is the task, regardless of the simplicity or complexity of the characters. For some data, the smallest entities that could be used to define characters are evident, for example, DNA sequences not altered by microstructural mutations, where the characters and their states simply reflect the four possible nucleotides in a certain position of a DNA molecule (Scotland et al. 2003) . Nevertheless, even in these cases, one could argue that the actual evolutionary units are the proteins or amino acids, not the nucleotides (Simmons and Freudenstein 2002) . Evolution does not always act at the minimal possible units, but sometimes the evolutionary units are composed of a complex set of features toward which natural selection acts. The putative homology then needs to be accordingly postulated in terms of traits responding to potential selective forces (Houle 2001; Richter and Wirkner 2014) . In these cases, character coding requires to consider the postulation of complex characters (i.e., characters that can be translated into multiple simpler characters and therefore any character requiring two or more conditional qualifiers to specify it, Strong and Lipscomb 1999) . Wilkinson (1995) pointed out two ways of coding complex characters: 1) composite coding that treats the complex characters as such and 2) reductive coding in which the complex character is partitioned and analyzed as separate units. The literature presents a debate over the use of simple characters (by reductive coding) or complex characters (by composite coding) and their respective pros and cons (Strong and Lipscomb 1999; Seitz et al. 2000; Kirchoff et al. 2004 Kirchoff et al. , 2007 Brazeau 2011) . Nevertheless, many authors apply either complex or simple coding approaches to test morphological homology hypotheses in plants and animals (Santini and Tyler 2003; Swenson and Anderberg 2005; Lehtonen 2006; Livshultz et al. 2007; Meudt and Simpson 2007; Rossie 2008; Prevosti 2010 ) without providing arguments for selecting either one of the methods. However, such an argumentation is needed, because complex characters contain information about the relationship between the parts, and when these types of characters are decomposed into simpler characters, the relational information of its parts can be lost.
The putative interdependency of characters is the major point in the discussion against reductive coding (Wilkinson 1995; Strong and Lipscomb 1999; Seitz et al. 2000; Fitzhugh 2006; Sereno 2007; Brazeau 2011) . Wilkinson (1995) suggested that reductive coding of characters contributing to the same trait, which are not biologically independent, will lead to overweighting during phylogenetic reconstruction and thus erroneous trees. In some cases, characters that depend upon the presence of another character are only partially dependent. We argue that, although the presence of one character may determine the presence of the other, it is not always possible to predict which state will appear for the other character. In these cases, each simple character acts as a unit and could evolve independently from the other simple characters (Strong and Lipscomb 1999; Simmons and Freudenstein 2002) . For example, the color of a flower is dependent on the presence of flowers, but once the flower is present, any color can potentially evolve. Even if the character is mapped onto the tree and not used to reconstruct the phylogeny (we suggest to distinguish both as character optimization vs. character mapping), the explicit postulation of the homology hypothesis of having or lacking flowers, independently of the color, would be lost if the character is coded as complex. Hence, no matter if a character is mapped onto or used to reconstruct a tree, the coding of complex versus simple characters affects the interpretation of the evolution of those characters.
Most authors have so far focused on the question of whether composite or reductive coding should be used. For example, Kirchoff et al. (2004) found an advantage for the use of complex characters even though highly artificial complex characters are used. They argue that this coding prevents discrepancies in the perception of the information's configuration by humans, who after all are the ones who code the characters. This perception escapes the goals of our articler, which focuses on the identification of homology. Fitzhugh (2006) concludes that composite coding is the appropriate alternative in instances of biological nonindependence, while Simmons and Freudenstein (2002) justify reductive coding, because complex character coding assumes a priori dependency among characters, thus denying the opportunity of testing it. Our point of view is that whether the trait evolved as a simple or a complex unit is hardly known a priori and only contrasting both coding methods through the process of character coding and re-evaluation (reciprocal illumination sensu Hennig 1966) can shed light upon the actual units of evolution.
RECIPROCAL ILLUMINATION FOR CHARACTER CODING AND
HOMOPLASY ANALYSIS Hennig (1966) introduced the concept of reciprocal illumination in phylogenetic analysis, which implies "checking, correcting, and rechecking." It appears that the reciprocal illumination process is widely ignored, although it provides a unique source of character coding re-evaluation. It is "the process by which the science recognizes perceptual error" (Mickevich and Lipscomb 1991) , allowing to address the need for rechecking and correcting previous statements. We consider that character conceptualization is of paramount importance to everyone who wants to evaluate characters in comparative biology with or without a phylogenetic context. Härlin (1999) remarks that when having a phylogenetic context, the rationality of character conceptualization becomes tree dependent rather than observer dependent. That is why we propose the use of reciprocal illumination in an iterative way by which the character conceptualization can be re-evaluated and restated.
In this sense, homoplasy points to homology hypotheses that need to be re-evaluated. When homoplasy is retrieved, deeper comparative studies of the character should be conducted to exclude the possibility of coding errors. These errors can be at the level of character or character state coding, for example, when one character state is coded instead of two. For example, if red fruits are shown to be homoplasious, phytochemical studies could be performed to determine whether the red color was derived from anthocyanins or from carotenoids. In this example, the simple character state "red" would be recoded as two complex character states: "red by anthocyanins" versus "red by carotenoids." Another possibility for errors is when different characters are initially coded as character states of a single character. For example, the presence of echolocation system is homoplastic for bats and toothed whales, however, if the reductive coding is applied the echolocation system could be decomposed in several characters that consider their composition of the inner ear, number of ganglion cells per millimeter at basilar membrane, and auditory cortex thickness.
In order to evaluate homoplasy through the process of reciprocal illumination, we propose that confrontation between composite and reductive coding can be of major relevance. Homology hypotheses should be postulated according to an evolutionary hypothesis of what the researcher considers to be the functional evolutionary units. Traits (complex or simple characters), properly defined and delineated, are the actual subjects of adaptation (Wagner 2001) . If the characters are corroborated through the phylogenetic test (synapomorphy is retrieved), this would be a corroboration that the evolutionary units were correctly depicted in the character coding. When a complex character results in homoplasy it should be partitioned into "simple characters," each of which describes a particular component of the character (Wilkinson 1995; Strong and Lipscomb 1999; Seitz et al. 2000; Fitzhugh 2006; Rossie 2008; Brazeau 2011) . The character recoding results in a new homology hypothesis that will replace the original homology hypothesis (contra adding both sets of characters, as suggested by Simmons and Freudenstein 2002) conforming a "secondary matrix" that needs to be tested against the other observations through a phylogenetic method. This process could be iteratively repeated if homoplasy is again retrieved. The iterative process could stop when the last "complex character" is decomposed or when further reduction is not attainable and homoplasy needs to be accepted as in the case of nucleotide characters in a DNA molecule. A diagram summarizing the logical basis of our approach to use composite and reductive coding is shown in Figure 1 . UNTHREADING THE HOMOPLASTIC DRUPES WITHIN SUBFAMILY CINCHONOIDEAE (RUBIACEAE) We use the drupes in subfamily Cinchonoideae to provide an example of our approach. The most widely accepted features to define a drupe are the presence of three layers: 1) a skin-like, thin exocarp, (2) a thick fleshy mesocarp, and (3) a sclerenchymatic endocarp of varying thickness, the latter usually forming a "stone" or pyrene that encloses the seed (Puff 2001) . It is obvious that the definition of a drupe fits to a complex character and also to a trait, as it is commonly believed that drupes represent structural units associated with animal dispersal (Jordano 1995) . Because the definition of a drupe can be translated into multiple simpler characters, drupes represent a good example of a complex character believed to evolve as a complex unit, which can be tested having a phylogenetic framework.
Drupes within Cinchonoideae were treated as a single state of the character "fruit type" (Bremer and Eriksson 1992; Bremer et al. 1995) . This coding implies the hypothesis that drupes are homologous. Although it has been postulated that drupes are functional units, one can also question its homologous nature, because the concept corresponds to a typological definition including several characters (Clifford and Dettmann 2001) . In biology, typological definitions are often used to summarize and communicate certain features that are considered to be essential in the integration of a character (by definition a complex character). Consequently, it is often the case that typological characters are used in descriptions or even phylogenetic analyses. For logical reasons, typological characters are prompt to be homoplasious. The decomposition of drupes considering the three different layers would reflect the possible different genetic backgrounds of each of the fruit layers. Bremer and Eriksson (1992) as well as Bremer et al. (1995) mapped fruit evolution onto a Rubiaceae molecular phylogenetic tree, suggesting that dry fruits have three shifts to drupes in not closely related lineages within subfamily Cinchonoideae, thus the drupe is considered homoplastic within that subfamily. This could then be a case of "homoplasy" due to ontological issues providing a hypothesis to be tested.
METHODS
To test the hypothesis that drupe homoplasy is due to incorrect ontology resulting from coding of a "drupe" as a single complex character and to identify which are the traits related to drupe evolution within Cinchonoideae, we first produced a robust phylogeny. The phylogeny was constructed using three plastid markers (trnK-matK, trnL-F, and petD) , covering a VOL. 67 FIGURE 1. Scheme of iterative evaluation of homoplastic complex characters (states). If a homology hypothesis is corroborated by a phylogenetic test, then there is no need for further evaluation (dark gray box with black font; green box in the online version of the paper); when it corresponds to a complex feature all the characters that compose it are accepted as a trait (the evolutionary unit). However, if homoplasy is obtained (light gray box with black font; yellow box in the online version), the character state should be partitioned into simpler characters. Using reductive coding, a new matrix is created and its characters need to be tested again. The new homology hypothesis can be corroborated or, if the character state is homoplastic, once again a new reductive coding could be applied and tested iteratively until the homology hypothesis is corroborated or the homoplasy is (temporarily) accepted (dark gray box with white font; red box in the online version). The box filled in dark gray and with black font (green in the online version) suggests that the test has been successfully completed; box in light gray with black font (yellow in the online version) suggests that the test could be refined by recoding; and box in dark gray with white font (red in the online version) suggests that the test is stopped because there are no more possibilities for recoding. wide representation of taxa with different fruit types from five tribes of Cinchonoideae. Taxon names, authors, vouchers, and GenBank accession numbers are presented in Supplementary Appendix S1 available on Dryad at http://dx.doi.org/10.5061/dryad.472s0. The extended details of the isolation, amplification, sequencing, alignment, microstructural character coding, and phylogenetic reconstruction methods are presented in Supplementary Appendix S2 available on Dryad. DNA alignments are presented as supplementary data (http://purl.org/phylo/treebase/ phylows/study/TB2:S21001).
Morphological matrices were iteratively and manually created in WinClada (Nixon 1999 ) and analyzed for the same taxon sampling mapping them onto the DNA phylogeny. Matrix 1 used the typological fruit types (complex character states) including "drupe" (composite coding). When the character "fruit type" was mapped onto the DNA phylogeny, only the character state "drupes" was retrieved as homoplastic. Matrix 2 subdivides the homoplastic character state "drupe" into the features that typologically define it (reductive coding). Drupes were divided into origin of the fleshy layer and the pyrene or stone. These newly coded characters were again mapped onto the DNA phylogeny and a new matrix was constructed recoding the characters (states) that were retrieved as homoplasic. Matrix 3 restates the homoplasic character state "pyrene" considering more details of the pyrene morphology: pyrene number, locule number per pyrene, and seed number per locule; the homoplastic character state "fleshy undifferentiated mesocarp" cannot be further subdivided or restated, so this state is accepted as homoplasic. Table 1 summarizes the decomposition of the complex characters (states) as explained above. All complete matrices are presented in Supplementary Appendix S3 available on Dryad. Parsimony and Bayesian retrieved similar trees for which the evolutionary interpretation of character evolution does not change (Supplementary Appendix S4 available on Dryad shows the parsimony tree with Jackknife values (A) and the Bayesian tree with posterior probabilities (B) and its comparison after collapsing poorly supported branches (C)). For each matrix, the morphological characters were mapped onto the molecular parsimony consensus tree using WinClada (Nixon 1999) , considering unambiguous optimizations.
RESULTS

Complex Character Coding (Matrix 1)
The mapping of "drupes" onto our phylogenetic tree obtained from Matrix 1 corroborated the existence of three previously suggested independent origins for TABLE 1. Different iterative matrices in the coding for "drupes" this fruit type (Bremer and Eriksson 1992; Bremer et al. 1995 ) now based on a more representative molecular character sampling, generally leading to better supported nodes.
First Reductive Coding (Matrix 2) Drupes were decomposed considering the origin of the fleshy and stony tissues (mesocarp and endocarp). In some fruits, there are two differentiable layers of stony consistency: the inner one is of identical texture as the endocarp in those fruits only have a single stony layer and the outer stony layer is more porous than the typical stony endocarps. Therefore, we interpret the outer stony layer as a modification of the inner mesocarp. Hence, the fleshy tissue can correspond to an undifferentiated mesocarp or just to the outer mesocarp; the stony tissue can correspond to the inner mesocarp or to the endocarp. A pyrene then can be formed by the inner mesocarp stony layer or by the endocarp stony layer (Matrix 2). Two homology hypotheses from Matrix 2 were retrieved as homology, but others (see Character 3 below) had to be further restated in a new Matrix. Character 1 (Fruit type): keeping this character allows understanding general fruit type evolution, including transformations among other character states. After identifying that only drupes are homoplastic, fruit type was coded with a question mark (?) for the taxa with drupes, in order to avoid character correlation. Winclada treats question marks (?) as any possible state, allowing the identification of character state correlations, relationships of character states, and homoplasy when the characters are optimized/mapped onto the tree. Therefore, keeping the character "fruit type" allows the investigation of which of the other fruit types are associated with the new characters, how many times the original state drupes evolved (which is associated with the question mark), and which characters may be correlated to the origin of drupes, in this example, preventing weighting the pyrene origin as all taxa with question mark in Character 1 will be coded either with state 0 or 1 in Character 3, while the rest of the taxa will be coded as inapplicable (−) for this same character. Character 2 (Fleshy layer origin): The fleshy undifferentiated mesocarp (character state 0) is retrieved as homoplastic, but it cannot be further subdivided, so, homoplasy is accepted. The fleshy outer mesocarp is corroborated as a synapomorphy of the clade Guettarda and allies. Character 3 (Pyrene origin): the endocarpic pyrenes (character state 0) is retrieved as homoplastic, so the pyrene is further reassessed into pyrene number, loculi number per pyrene, and number of seeds per locule in Matrix 3. The pyrene of inner mesocarp origin is corroborated as a synapomorphy of the clade Guettarda and allies.
Second Reductive Coding (Matrix 3)
Characters 1, 2, and 3 remain unchanged from Matrix 2, but the character state "drupe" is further reduced and therefore remains associated with a question mark in Character 1. Character 4 (Pyrene number): each of the states is corroborated as a synapomorphy: Chiococca and allies have two pyrenes; Gonzalagunia four and Guettarda and allies one. Character 5 (Loculi number per pyrene): one locule is homoplastic for Chiococca and allies and Gonzalagunia, while numerous loculi are synapomorphic to Guettarda and allies and correlated to the pyrene of inner mesocarpic origin. Character 6 (number of seeds per locule): one-seeded locules are homoplastic for Chiococca and allies and Machaonia (with schizocarps) plus Guettarda and allies and it is also present in the taxa with samaras (Phyllomelia). Numerous seeds per locule are plesiomorphic within Cinchonoideae.
Fruit Evolution within Cinchonoideae
With the understanding of the "drupe" evolution within Cinchonoideae the original interpretation of fruit evolution is untangled. Berries are plesiomorphic within Cinchonoideae. A regression to berries would have to be considered within Chiococceae for Catesbaea, but we had no samples of this genus. In the future, a similar analysis decomposing berry characters could be applied. Capsules evolved from berries, which in turn modified independently into samaras, schizocarps, and three times into drupes. Each lineage with drupes presents a unique combination of characters states among which at least one character state is a synapomorphy: 1) Chiococceae drupes have fleshy undifferentiated mesocarp, two pyrenes (synapomorphic) of endocarpic origin, one locule per pyrene, and one seed per locule; 2) Guettarda and allies drupes have fleshy outer mesocarp, one pyrene of inner mesocarpic origin, multilocular pyrenes, and one seed per locule (the only plesiomorphic condition); 3) Gonzalagunia drupes have fleshy undifferentiated mesocarp, four pyrenes (synapomorphy) of endocarpic origin, one locule per pyrene, and many seeds per locule (synapomorphy). Figure 2 summarizes the concluding interpretation of fruit trait evolution within Cinchonoideae.
Fruit Ontology within Cinchonoideae
Strictly speaking, a drupe is "a fleshy indehiscent fruit with a stony endocarp" (Harris and Harris 2001) . Exceptions occur in some taxa that have drupes with more than one pyrene ("stone"), such as in the genus Prunus (Pérez-Zabala 2015). Our results show that structurally there are two types of pyrenes in Cinchonoideae "drupes": mesocarpic and endocarpic, the former always one per fruit, but multilocular. The fruits of Guettarda and allies have one pyrene of mesocarp origin, multilocular due to many seeds each covered by stony endocarp. Therefore, these fruits do not correspond to classic drupes. For clarity and simplicity, we propose to name of "mesocarpic-drupes" for those in Guettarda and allies. Likewise, the "drupes" FIGURE 2. Summary of the interpretation of "drupe" evolution within Cinchonoideae. According to Figure 1 , for each character state, patterns of the boxes indicate homology (dark gray with black font; green in the online version), homology hypothesis subject to further subdivision (light gray with black font; yellow in the online version), and temporarily accepted homoplasy (dark gray with white font; red in the online version). In this example, composite coding results in three independent origins of drupes. The reductive coding shows varying degrees of homoplasy, however, each lineage with drupes has synapomorphies for the simpler characters. The unique combinations of characters that conform the different types of drupes is schematized at the far right, where E = endocarp; Ex = exocarp; IM = inner mesocarp; M = undifferentiated mesocarp; OM = outer mesocarp; P = pyrene; S = seed.
of Gonzalagunia, although with endocarpic pyrenes, have many seeds per pyrene, which also does not fit the classic definition of a drupe. For clarity and simplicity, we propose to name "pluriseminated-drupes"for those in Gonzalagunia.
CONCLUSIONS
Coding complex characters allows the recognition of evolution acting on a complex character as a trait. If homoplasy is retrieved for particular character VOL. 67 states, reductive coding can be applied, in order to recognize whether the homoplasy is due to erroneous character conceptualization or whether one has to accept independent origins of structures that cannot be further recoded, considered for simplicity at least temporarily (while new methods allow to further test it) as "true" homoplasy. Dissecting character evolution by contrasting composite and reductive coding is a useful tool to understand character evolution. The use of reciprocal illumination is here essential.
Our method does not prevail a better coding of characters as composite or as simple, the coding entirely depends on the perception of the researcher and in fact, we argue that the potential use of both coding methods could be in some instances the most appropriate. The coding of the character as complex or simple must obey only on the homology hypothesis and has to be evaluated under the light of the results. If a complex character corresponds indeed to a trait (selective unit), it is expected that all the simpler features that compose it evolve syntonically. But traits do not need to correspond to complex features. When the initial homology hypotheses are corroborated, no matter if the character was treated as complex, the coding should be accepted as the best current estimate for the conceptualization of that character. In contrast, when the results suggest homoplasy, we argue that the complex character should be iteratively decomposed by reductive coding into characters that can be further analyzed until homology is corroborated or the character state cannot be further decomposed and homoplasy has to be (at least temporarily) accepted. The temporary acceptance of homoplasy could be later tested by deeper studies using other techniques, such as anatomy, chemistry, ontogeny, or evo-devo.
In the case of Cinchonoideae, tested by reductive coding, the original idea that drupes are homoplastic is refuted: drupes are different among lineages. A unique combination of simpler characters helped unthreading "drupe" evolution within this subfamily. Our new understanding of this character can now be translated into a more accurate ontology.
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